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METHODS OF TREATMENT OR PREVENTION OF 
AUTOIMMUNE DISEASES WITH 

CPG-CONTAINING POLYNUCLEOTDE 

CROSS-REFERENCE TO RELATED 
APPLICATIONS 

0001. This application is a continuation of the US 
national phase designation of International application PCT/ 
ILO1/00790 filed Aug. 25, 2001, the content of which is 
expressly incorporated herein by reference thereto. This 
application also claims the benefit of provisional application 
60/227,853 filed Aug. 25, 2000 

FIELD OF THE INVENTION 

0002 The present invention relates to methods for the 
prevention or treatment of autoimmune diseases and par 
ticularly insulin-dependent diabetes mellitus (IDDM), and 
more particularly to Such methods in which the vaccine 
includes a DNA molecule which includes a CpG motif. 

BACKGROUND OF THE INVENTION 

0.003 DNA vaccination is an efficient approach to induce 
protection against infectious pathogens (Tascon et al., 1996) 
and cancer (Stevenson et al., 1999), and to modulate autoim 
mune processes (Waisman et al., 1996). It has been shown 
that after intramuscular injection of a naked expression 
vector, plasmid DNA is taken up by muscle cells and 
maintained episomally, allowing the expression of the 
encoded antigen (Wolff et al., 1992). Thus after single or 
repeated injections of DNA, cellular and/or humoral 
immune responses to the encoded protein are mounted, and 
long-lived memory lymphocytes are induced (Hassett et al., 
2000). These memory cells may have regulatory functions 
and, therefore, might Serve as tools for the modulation of 
autoimmune conditions. 

0004) The CpG oligodeoxynucleotide (CpG-ODN) is an 
immunostimulatory Sequence present primarily in bacteria 
(Lipford etal 1998; Krieg et al 1998; and Krieg et al., 1999). 
0005 Bacterial DNA contains immunostimulatory motifs 
consisting of a centralized unmethylated CpG dinucleotide 
flanked by two 5" purines and two 3' pyrimidines (Klinman 
et al., 1997). CpG motifs are underrepresented in mammalian 
genomes, due to a combination of CpG Suppression and 
CpG methylation (Klinman et al., 1996). It has been reported 
that this motif stimulates Th1 responses in vivo (Klinman et 
all 1996). For this reason, it has been Suggested that single 
stranded DNA containing this motif would serve as a 
powerful adjuvant for both humoral and cellular immune 
responses (Lipford et al 1997, Krieg et al 1998). It has also 
been reported that intratumoral injections of phosphorothio 
ate oligodeoxynucleotides with CpG motifs induce rejection 
of established tumors and thus represent a new immuno 
therapeutic approach in human gliomas, which overcomes 
the need for the Selection and purification of a tumoral 
antigen (Carpentier et al 2000). 
0006 The NOD mouse spontaneously develops insulin 
dependent diabetes mellitus (IDDM) as a consequence of an 
autoimmune process that leads to destruction of the insulin 
producing B cells of the pancreas (Tisch et al., 1996). Several 
antigens have been identified as targets for diabetogenic T 
cells, including B-cell Specific proteins Such as insulin, 
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non-B-cell restricted antigens Such as GAD, and even ubiq 
uitous antigens Such as heat shock protein 60 (Hsp60, Tisch 
et al., 1996). It has been shown that the onset of diabetes is 
preceded by an increase in T cell reactivity towards Hsp60 
and to an Hsp60 peptide comprising amino acids 437 and 
460 of the intact molecule, named p277 (Elias et al., 1991). 
In contrast to the early T-cell reactivity, antibodies to Hsp60 
and p277 can only be detected late in the natural history of 
the disease, months after the onset of clinical diabetes, when 
the destructive process has terminated (Krause et al., 1999). 
Peptide p277 administered to NOD mice in incomplete 
Freund's adjuvant can arrest the development of diabetes 
(Elias et al., 1995). Furthermore, p277 treatment is able to 
induce remission of advanced insulitis even after the clinical 
onset of hyperglycemia (Elias et al., 1994). Successful treat 
ment is associated with down-regulation of Spontaneous 
T-cell reactivity to p277 and with the induction of antibodies 
to p277; these antibodies have Th2 associated isotypes 
(IgG1 and IgG2b), otherwise not found in young NOD mice 
(Elias et al., 1997; Ablamunits et al., 1998). 
0007. The effect of bacterial DNA on autoimmune 
inflammation is known. Bacterial DNA contains immuno 
Stimulatory motifs consisting of a central unmethylated CpG 
dinucleotide flanked by two 5" purines and two 3' pyrim 
idines (Klinman et al., 1997). CpG motifs are under-repre 
Sented in mammalian genomes, due to a combination of 
CpG Suppression and CpG methylation (Klinman et al., 
1996). However, modulation of autoimmune conditions by 
bacterial DNA has been already reported. Gilkeson et al 
(1996), demonstrated that immunization with bacterial DNA 
can modulate renal disease in autoimmune NZB/NZW mice, 
while calf thymus DNA was not effective (Gilkeson, 1996). 
Furthermore, improvement in renal disease was associated 
with the induction of antibodies to glomerular antigens 
immediately after immunization (Gilkeson et al., 1996). 
Boccacio and her colleagues have reported that non-coding 
plasmid DNA can inhibit EAE attributed to its ability for 
activating IFN, in vivo (Boccaccio et al., 1999). 
0008. Nowhere in the prior art it is taught or suggested 
that DNA molecules which includes a CpG motif may be 
used as a vaccine for prevention or treatment of an naturally 
ongoing or Spontaneous autoimmune disease in general or 
IDDM in particular. 

SUMMARY OF THE INVENTION 

0009. It is an object of the present application to provide 
vaccines comprising a DNA molecule which includes a CpG 
motif. It is another object of the invention to provide 
methods for the prevention or treatment of autoimmune 
diseases, particularly insulin-dependent diabetes mellitus 
(IDDM). 
0010. In order to explore the potential of a DNA-based 
therapy of diabetes, the present inventorS Set out to inves 
tigate whether immunization with a DNA construct encod 
ing the heat shock protein-60 (Hsp60) could modulate 
autoimmunity and prevent the onset of the disease. Surpris 
ingly, not only the Hsp60 containing construct, but also the 
empty vector (pcDNA3) were capable of reducing the 
incidence of diabetes. Indeed, the CpG oligonucleotide 
motif present in the construct could, by itself, be used to 
inhibit the development of NOD diabetes. Despite the 
absence of Hsp60, effective treatment was associated with 
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specific immune effects on Hsp60 autoreactivity: down 
regulation of the spontaneous T-cell proliferation to Hsp60 
and to its peptide analog p277(Val-Val") and the induction 
of Specific antibodies to these molecules. 
0011. Accordingly, the present invention relates to a 
method for the treatment or prevention of autoimmune 
diseases by administering a DNA vaccine which is a mol 
ecule which includes a CpG motif. The CpG motif is 
preferably the dinucleotide CG flanked on the 5' side by two 
purines and on the 3' Side by two pyrimidines and is most 
preferably AACGGT. 
0012. The present invention further relates to DNA vac 
cines comprising DNA sequences encoding a peptide or 
polypeptide antigen associated with autoimmune diseases, 
particularly IDDM. 
0013 These vaccines, may further include DNA encod 
ing an antigen which has previously been used for the 
treatment of diabetes including Hsp60, p277, p277(Val 
Val") and p12 as well as any other such antigen disclosed, 
for example, in U.S. Pat. Nos. 5,780,034, 6,096,314, 6,180, 
103 and 6,110,746 and in international publications WO96/ 
19236 and WO97/01959 (the entire contents of each of 
which being hereby incorporated herein by reference), rather 
than DNA encoding Such antigens, the vaccine may also 
include the peptide or polypeptide antigens themselves. 
These peptide or polypeptide antigens may be administered 
simultaneously with or independent from the DNA vaccine. 
Methods for prevention and treatment autoimmune diseases 
comprising administering Such DNA vaccines alone or 
together with such DNA or peptide molecules are within the 
Scope of the present invention. 
0.014. Use of a DNA molecule comprising a CpG motif 
for the preparation of a vaccine for treatment or prevention 
of an ongoing autoimmune disease, especially IDDM, rep 
resent another aspect of the invention. In particular, the 
invention relates to an improvement in a method of prepar 
ing a vaccine for treatment or prevention of an ongoing 
autoimmune disease, wherein the improvement comprises 
incorporating in the vaccine a DNA molecule comprising a 
CpG motif. 

BRIEF DESCRIPTION OF THE DRAWINGS 

0015 FIGS. 1A and 1B are graphs showing antibodies to 
Hsp60 in BALB/c mice immunized with the plasmid 
pHsp60. 
0016 FIG. 2 is a graph showing prevention of NOD 
diabetes by DNA vaccination. 
0017 FIG. 3 is a graph showing reduction of insulitis by 
DNA vaccination. 

0.018 FIGS. 4A and 4B are graphs showing proliferative 
responses to Hsp60 and p277(Val-Val') in DNA-vacci 
nated mice. 

0019 FIGS.5A and 5B are graphs showing induction of 
antibodies to Hsp60 and p277(Val-Val") by vaccination 
with plasmids or the CpG oligonucleotide. 
0020 FIG. 6 is a graph showing prevention of NOD 
diabetes by CpG injection. 
0021 FIGS. 7A and 7B are graphs showing isotypes of 
antibodies to Hsp60 and p277(Val-Val") induced by vac 
cination with plasmids or the CpG oligonucleotide. 
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0022 FIGS. 8A and 8B are graphs showing production 
of IL-10 and IFN, in response to the CpG oligonucleotide in 
NOD spleen cell cultures. 
0023 FIG. 9 is a graph showing that activation of 
splenocytes with CpG leads to Hsp60 release. 

DETAILED DESCRIPTION OF THE 
INVENTION 

0024. It is an object of the present application to provide 
vaccines comprising a DNA molecule which include a CpG 
motif. It is another object of the invention to provide 
methods for the prevention or treatment of autoimmune 
diseases, particularly insulin-dependent diabetes mellitus 
(IDDM). 
0025 The present invention was discovered in the course 
of an investigation to test the effectiveness of DNA vacci 
nation with Hsp60 as a specific immunotherapy for NOD 
diabetes. The Specific immunogenicity of the pHsp60 plas 
mid in BALB/c mice (FIGS. 1A and 1B) was first ascer 
tained. However, three unexpected observations were made 
when DNA treatment was used in NOD mice. 

0026. First, the pcDNA3 plasmid, which did not contain 
any Sequences encoding Hsp60, was as effective in inhibit 
ing the development of diabetes as was the pHsp60 plasmid 
(FIGS. 2 and 3). Secondly, the pcDNA3 plasmid, despite 
the absence of Hsp60, could still induce specific effects on 
the autoimmunity to Hsp60 intrinsic to the NOD diabeto 
genic process: down-regulation of T-cell proliferation and 
the induction of IgG2b antibodies to whole Hsp60 and to its 
peptide analog p277(Val-Val"). Responses to other anti 
gens implicated in NOD diabetes, GAD and insulin, were 
not detected (FIGS. 4A, 4B, 5A, 5B, 7A and 7B). Thirdly, 
the CpG oligonucleotide by itself could essentially repro 
duce the effects of the pcDNA3 plasmid on Hsp60 autoim 
munity and on the diabetes (FIGS. 5A, 5B, 6, 7A and 7B). 
0027. The CpG oligonucleotide is an immunostimulatory 
Sequence present primarily in bacteria (Lipford et al., 1998; 
Krieg et al., 1998; and Krieg, 1999), and the present results 
using CpG might explain one of the mechanisms by which 
bacterial infections can inhibit the development of diabetes 
in NOD mice (Atkinson et al., 1999); bacterial infections 
may Supply CpG Stimulation. 
0028. It is noteworthy that the antibodies to Hsp60 and to 
peptide p277(Val-Val") were of the IgG2b isotype (FIGS. 
7A and 7B). The cytokine required for the production of 
IgG2b antibodies is TGFC, known for its suppressive effects 
(McIntyre et al., 1993 and Snapper et al., 1993). TGFC. is a 
Th2-associated cytokine, which has been shown to protect 
NOD mice from diabetes (King et al., 1998). Although DNA 
vaccination also induced Hsp60 and p277(Val-Val') spe 
cific antibodies of the IgG2a subclass, considered to be IFN, 
dependent, the amount of these antibodies was significantly 
less than the amount of IgG2b antibodies. Thus, the cytokine 
balance was weighted more towards a Th2 response, Sug 
gesting that the therapeutic effects of DNA might be related 
to the activation of Th2-like T cells. Activation of Th2-like 
T cells was also described when Spontaneous diabetes of 
NOD was prevented by the administration of the Hsp60 
derived peptides p12 or p277 (Elias et al., 1997 and Bockova 
et al., 1997). Such T cells might suppress the Th1 T cells 
thought to be involved in the damage to the B-cells (Bockova 
et al., 1997). 
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0029. The origin of the antibodies to Hsp60 and 
p277(Val-Val') in mice protected from diabetes by 
pcDNA3 or treatment with the CpG oligonucleotide, or 
induced by the CpG oligonucleotide (FIG. 5A) is strain 
specific. BALB/c mice did not produce these antibodies 
when injected with pcDNA3 (FIG. 1A). NOD mice seem to 
manifest a spontaneous autoimmune response to Hsp60 and 
p277(Val-Val'), which is depicted in FIGS. 4A and 4.B. 
Immunity to Hsp60 and p277 manifests as a peak of T cell 
reactivity before the onset of the disease (Elias et al., 1999 
and Birk et al., 1996). Months after the onset of overt 
diabetes, antibodies to Hsp60 and p277 can be detected 
(Krause et al., 1999). After DNA treatment, the T cell 
proliferative response was diminished and replaced by the 
production of antibodies, mostly IgG2b. This Suggests that 
the pre-existing autoimmune response, Spontaneously aris 
ing in NOD mice, changes its phenotype after activation by 
bacterial DNA or CpG motifs, leading to the induction of 
Th2-like, IgG2b antibodies. Similarly, prevention of NOD 
diabetes by idiotypic induction of lupus with a monoclonal 
antibody was also associated with the induction of Specific 
antibodies to Hsp60 and p277 (Krause et al., 1999). Thus, 
even when the induction of antibodies to Hsp60 and to p277 
does not result from Specific immunization, the appearance 
of Such antibodies Seems to Serve as an indicator of the arrest 
of the diabetogenic process. 
0030 The CpG motif stimulates Th1 responses in vivo 
(Klinman et al., 1996). Unexpectedly, this motif classically 
asSociated with a Th1 phenotype is now disclosed to be 
effective in inhibition of diabetes, known to be Th2 medi 
ated. This paradox has been observed in animal models of 
spontaneous diabetes. Poly-I:C, IFN, IL-12, TNFC. and 
IL-18, all of them well known inducers or mediators of Th1 
responses, were shown to decrease insulitis and prevent 
diabetes (Campbell et al., 1991; Nicoletti et al., 1998; Rothe 
et al., 1999; Serreze et al., 1989; Sobel et al., 1998; and Yang 
et al., 1994). Furthermore, in the case of IL-18, protection 
was associated with Systemic activation of Th1 type immu 
nity, together with a shift to a Th2 phenotype of the cells 
infiltrating the islets (Rothe et al., 1999). Therefore, non 
specific stimulation of the NOD immune system, even by 
Th1 inducers, is able to reset the ongoing immune response 
to islet antigens and arrest the diabetogenic process. 
0031 When the effect of the CpG oligonucleotide on 
NOD spleen cells was analyzed in vitro, it clearly induced 
IFN, and IL-10, in a dose dependent manner (FIGS. 8A and 
8B). However, when the amounts of cytokine produced by 
CpG were compared to those triggered by Con A Stimula 
tion, it was evident that the effect of the CpG motif favored 
on the release of IL-10. Perhaps the prominence of IL-10 is 
important in modulating the diabetogenic process. 

0032. It was further found that the effect of CpG on the 
natural course of Spontaneous NOD-diabetes appears to 
involve two mechanisms: a. a non-Specific effect on APC 
function. b. a specific effect on the T-cell response to 
diabetes associated antigens. AS demonstrated herein, CpG 
Stimulation of Splenocytes leads to the upregulation and 
secretion of Hsp60, and the activation of Hsp60-specific 
T-cells. Furthermore, in comparison to activation of Hsp60 
Specific T-cells through the addition of exogenous peptide, 
CpG stimulation shifts the phenotype of activated T-cells 
towards Th2. Since Hsp60 T-cells directed to the p12 and 
p277(Val-Val') epitopes have been shown to regulate the 
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progression of spontaneous NOD-diabetes, the effect of 
CpG on activated anti-p277(Val-Val') and anti-p12 Th2 
immunity might explain its modulatory effect on diabetes. 

0033. In addition, CpG affects APC function in NOD 
mice, probably through an IL-10 mediated mechanism. This 
change in APC function leads to downregulation and Shift of 
the Self-reactivity directed to diabetes-associated antigens 
from the pathogenic Th1 phenotype to a protective Th2 
response. 

0034. Without being restricted to any particular mecha 
nism, it is speculated that, prevention of NOD-Spontaneous 
diabetes by CpG involves the specific regulation of Hsp60T 
cell mediated autoreactivity, as well as changes in APC 
function that led to spreading of the Th2 shift to other 
diabetes-associated antigens. 
0035. Accordingly, the present invention is directed to a 
method for the prevention of all autoimmune diseases and 
particularly for the prevention of insulin-dependent diabetes 
mellitus (IDDM). The method involves vaccinating indi 
viduals with an effective amount of a DNA vaccine which 
includes a CpG motif. This Same method of vaccination can 
be used for the treatment of autoimmune diseases and 
particularly for the treatment of IDDM. 
0036) The oligonucleotide with a CpG motif is preferably 
one which includes the dinucleotide CG flanked on the 5' 
side by two purines and on the 3' side by two pyrimidines. 
The nucleotides A and G are purines and the nucleotides C 
and T are pyrimidines. The precise purines and pyrimidines 
can vary, although the motif is preferably AACGTT. This six 
nucleotide motif is the Smallest size that can be used for the 
vaccine, but the total length of the construct used for the 
vaccine is unlimited as is evidenced by the efficacy of the 
pcDNA3 empty vector which contains this motif. Those of 
ordinary skill in the art will be aware of oligonucleotides 
containing the CpG motif which have been used in the 
literature for various experimentation and any of these 
oligonucleotides can be used for the purpose of the present 
invention. The oligonucleotide of SEQID NO:2 is only one 
non-limiting example of Such an oligonucleotide. It will be 
noted that SEQ ID NO:2 contains two units with a CpG 
motif. Constructs with greater multiples of the CpG motif 
may also be made and are considered part of the present 
invention. 

0037. While the Pur-Pur-C-G-Pyr-Pyr motif is the most 
common motif for the CpG motif, those of ordinary skill in 
the art will understand that the CpG motif has been known 
to take other forms as well. One Such previously disclosed 
motif is Pur-Pur-C-G-Pyr-Pur-C-G-Pyr-Pyr. Some non-lim 
iting examples of CpR-ODNs which have been used in the 
literature and may also be used in the present invention 
include: TCCATGACGTTCCTGACGTT (Brazolot Millan 
et al., 1998), TCTCCCAGCGTGCGCCAT (Weiner et al, 
1997), GAGAACGCTCGACCTTCGAT (Weiner et al., 
1997), TCTCCCAGCGTGCGCCAT (Wooldridge et al., 
Blood, 89:2994-2998 (1997), 
TCGTCGTTTTGTCGTTTTGTCGTT (Hartmann et al, 
PNAS 96:9305-931O (1999), TCGTCGTTC 
CCCCCCCCCCC (Hartmann et al (1999). 
0038 Preferably, the oligonucleotides are synthesized 
with a phosophorothioate modified backbone to improve 
their nuclease resistance. 
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0039. The art of DNA vaccination is well established and 
those of ordinary skill in the art are aware of amounts and 
techniques which are commonly used with respect to Such 
vaccination. DNA vaccines may be administered by intra 
muscular injection of pure plasmid (i.e., naked) DNA, 
although the DNA may also be given by intradermal injec 
tion or coated onto microscopic gold particles that are 
introduced biolistically with a gene-gun into cells of the 
epidermis, all as is well-known in the art. The CpG motifs 
are preferably unmethylated as its activity as a vaccine may 
be lost if the CpG motif is methylated. The gene-gun 
administration approach may be preferred as it has been 
reported to be associated with a relatively Stronger Th2 
response to the antigen, whereas i.m. injection of DNA 
vaccines is associated with a Th1 response (Raz et al 1996). 
Also as is known, the technique of DNA vaccination may 
include a poStimmunization at an appropriate time following 
the initial administration, Such as, for example, 18 days 
following the initial injection, or a more Substantial period 
thereafter, Such as 12 weekS. 
0040. The amounts of DNA to be used in the vaccine are 
also well-known to those of ordinary skill in the art and can 
be readily optimized by empirical observation. The amount 
is preferably between about 1 lug to about 500 ug, although 
amounts outside of this range may also be used in appro 
priate circumstances. 

EXAMPLES 

0041. The invention is exemplified by the following 
non-limitative examples: 

0042 Methods 
0043 Mice 
0044) Female mice of the NOD/Lt.J Strain were raised and 
maintained under pathogen-free conditions in the Animal 
Breeding Center of The Weizmann Institute from breeders 
kindly supplied by Dr. E. Leiter of Jackson Laboratories. 
These mice manifest insulitis beginning at about one month 
of age, which progresses to overt hyperglycemia beginning 
at about three months of age. The cumulative incidence of 
IDDM rises to 85% or greater by six months of age. Female 
BALB/c mice were also raised in the Weizmann Institute. 

0045 Construction of DNA Vaccine 
0046) The DNA vaccine was constructed using the 
pcDNA3 vector (Invitrogen, NV, Leek, The Netherlands). 
This is a well-known general purpose cloning and expres 
Sion vector containing the CMV immediate-early promoter, 
a polylinker and the bovine growth hormone polyadenyla 
tion site. This vector also expresses neomycin resistance in 
eukaryotic cells. Its restriction map and nucleotide Sequence 
have been published. This Sequence is Set forth herein as 
SEO ID NO:1. 

0047. The full length cDNA of human the hsp60 gene 
was cloned into the pcDNA3 vector under the control of the 
human cytomegalovirus (CMV) promoter. In brief, hsp60 
cDNA in pCEM was amplified by using specific oligonucle 
otides containing restriction Sites for the enzymes BamHI or 
HindIII. The amplicon and the pcDNA3 vector were purified 
and digested with BamHI/HindIII. The digested PCR prod 
uct coding for Hsp60 and the linearized pcDNA3 vector 
were ligated using T4DNAligase, according to the Standard 
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protocol given by the manufacturer. The ligated plasmid was 
transformed into Escherichia coli, and later, Sequenced to 
confirm correct insertion of the cDNA (data not shown). 
0048 Plasmid Preparation and Injection 
0049 Large-scale plasmid DNA preparations were pro 
duced by the alkaline lysis method using Qiagen Plasmid 
Mega Prep (Qiagen, Santa Clarina, Calif., USA). DNA was 
ethanol precipitated and resuspended in sterile PBS. Spec 
trophotometric analysis revealed 260/280 nm ratiose 1.80. 
Purity of DNA preparations was confirmed on a 1% agarose 
gel. Endotoxin levels were checked by Limulus Amoebocyte 
Lysate and always found to be under acceptable levels for in 
vivo use (less than 0.02 EU/ug DNA). 
0050 Eight-week-old NOD or BALB/c females were 
injected with 100 ul of 10 mM cardiotoxin (Sigma, Rehovot, 
Israel) into the tibialis anterior muscle using a sterile 27G 
Syringe, fitted with a plastic collar to limit needle penetration 
to 2 mm. Five, twelve and nineteen days later, the mice were 
injected with 100 ul, 1 lug/ul, of the desired DNA vaccine, or 
with PBS as controls. 

0051 Phosphorothioate oligonucleotides were synthe 
sized at the Oligonucleotide Synthesis Unit of the Weizmann 
Institute of Science. One hundred microliters (1 lug/ul) of 
each preparation were injected as above, following the same 
time schedule. The oligonucleotide CpG contains two 9 mer 
Segments, which are present in the pcDNA3 amplicilin 
resistance gene. The control oligonucleotide GpC displayS 
the same nucleotides with an inverted motif. 

Oligonucleotide CpG : 
5'-TCCATAACGTTGCA-AACGTTCTG-3'. (SEQ ID NO: 2) 

Oligonucleotide GpC: 
5'-TCCATAAGCTTGCAAAGCTTCTG-3'. (SEQ ID NO:3) 

0052] Blood Glucose 
0053 Hyperglycemia was defined as a blood glucose 
level exceeding 13 mM, tested using a Beckman Glucose 
Analyzer II (Beckman Instruments, Brea, Calif., USA). 
0054 Peptides and Antigens 
0055 Peptides were synthesized by a standard Fmoc 
procedure, as described (Elias et al., 1994). The peptides 
were purified by reverse-phase HPLC and their composi 
tions were confirmed by amino acid analysis. The Hsp60 
peptide analog denoted p277(Val-Val"), used in this study 
has the following amino acid sequence: VLGGGVALLRVI 
PALDSLTPANED (SEQ ID NO:4). This analog of Hsp60 
was disclosed in U.S. Pat. No. 6,180,103. Another Hsp60 
analog denoted herein p12 has the sequence: EEIAQVATI 
SANGDKEIGNI (SEQ ID NO:5). This analog was dis 
closed in U.S. Pat. No. 6,110,746. Insulin and Glutamic Acid 
Decarboxylase (GAD) were purchased from Sigma (Sigma, 
Rehovot, Israel). Recombinant Hsp60 was prepared as 
described Elias et al., 1991). Concanavalin A was purchased 
from Sigma. 
0056 T Cell Proliferation 
0057 Groups of 8-week-old female NOD mice received 
three weekly injections of PBS, pcDNA3 or pHsp60, as 
described. Four weeks after the last dose, the Spleens were 
removed and the T-cell proliferative responses were assayed 
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in vitro in response to the T-cell mitogen Con A, the 
p277(Val-Val') peptide or the Hsp60 protein (Elias et al., 
1999). Dose-response curves were done to establish optimal 
doses (not shown). The concentration of 10 ug/ml was 
chosen for the Hsp60 protein, 1 lug/ml was chosen for 
p277(Val-Val'), and 1.25 ug/ml for Con A to illustrate the 
results because these concentrations produced the optimum 
response. T-cell responses were detected by the incorpora 
tion of methyl-Hlthymidine added to the wells in quadru 
plicate cultures for the last 18 hours of a 72 hour culture. The 
Stimulation index (SI) was computed as the ratio of the mean 
c.p.m. of antigen- or mitogen-containing wells to control 
wells cultured without either. The SD from the mean c. p.m. 
were always <10%. Background c.p.m. in the absence of 
antigens, was 800-1500 c.p.m. 

0.058 Cytokine Assays 

0059 Spleen cells were prepared from 10-week-old 
NOD females. The spleen cells were incubated in triplicate 
with medium alone, or with increasing concentrations of the 
CpG or the GpC oligonucleotides. Supernatants were col 
lected at 48 hrs. Cytokines in Supernatants were detected by 
ELISA using Pharmingen paired antibodies (Pharmingen, 
San Diego, Calif.), according to the Pharmingen cytokine 
ELISA protocol. Pharmingen recombinant mouse cytokines 
were used as Standards for calibration curves. The concen 
trations of cytokines are shown as the mean ng/ml derived 
from calibration curves using recombinant cytokines as 
Standards. 

0060 ELISA Assay 

0061 Mouse sera were tested for antibodies binding to 
the p277(Val-Val") peptide or to Hsp60 as described (Elias 
et al., 1997). Briefly, 10 ug/ml of the various antigens were 
applied to assay microplates (Maxisorp:Nunc, Roskilde, 
Denmark), and the plates were incubated with the test Sera. 
The binding of antibodies was detected using alkaline phos 
phatase-conjugated anti mouse IgG, or isotype-specific anti 
mouse IgG1, IgG2a or IgG2b (Jackson ImmunoResearch). A 
significant amount of antibody was defined as an OD 405 nm 
reading higher than 0.25, which is 3 SD above the mean 
ELISA reading obtained using the Sera of ten normal 
BALB/c mice. 

0062 Pancreas Histology 

0.063 Mice from each treatment group were killed at the 
age of six months, when almost all the non-treated mice or 
control-treated NOD mice were sick. The pancreata were 
fixed in 10% buffered formalin, cut and stained by standard 
hematoxylin and eosin (H&E), and the average degree of 
insulitis was assessed over 20 islets Scored per pancreas. The 
islets where classified as clear, when no infiltrate was 
detected; mildly infiltrated, when peri-insulitis or an intra 
islet infiltrate occupying less than 25% of the islet were 
detected; infiltrated, when 25-50% of the islet was occupied 
by intra-islet inflammatory cells, and heavily infiltrated, 
when more that 50% of the islet was occupied. 

0.064 Statistical Significance 

0065. The InStat 2.01 program was used for statistical 
analysis. Student's t-test and the X-test were carried out to 
assay Significant differences between experimental and con 
trol groups. 
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0.066 Results 
0067. Hsp60 DNA Specifically Immunizes BALB/c 
Mice. 

0068 To test whether the pcDNA3 containing human 
Hsp60, here named pHsp60, was specifically immunogenic, 
female BALB/c mice were injected twice (days 5 and 23) 
i.m., with 100 tug of pcDNA3 or pHsp60, and assayed 
periodically for Serum antibodies. 
0069 FIG. 1A shows that the BALB/c mice immunized 
with pHsp60 developed specific anti-Hsp60 IgG antibodies, 
whereas no antibodies to the Hsp60 protein could be 
detected in those animals immunized with pcDNA3. Groups 
of five 8-week-old female BALB/c were pretreated with 
cardiotoxin (day 0) and immunized i.m. on days 5 and 23 
with pHsp60, pcDNA3, or PBS, or were left untreated. The 
arrows indicate the time of injections. Serum Samples were 
taken before treatment with cardiotoxin, and ten days after 
each injection, and antibodies to Hsp60 (FIG. 1A), and to 
GST (FIG. 1B) were measured by ELISA. The antibodies to 
GST are shown ten days after the last injection. The 
meansitSD are shown (a single asterisk denotes P-0.02 
compared to pcDNA3 treated mice, double asterisk denotes 
P<0.005 compared to pcDNA3 treated mice, a plus sign 
denotes P-0.05 compared to pHsp60 treated mice after the 
first dose of DNA). 
0070 Anti-Hsp60 specific antibodies were detected as 
early as 14 days after a single DNA injection (p<0.02 in 
comparison to pcDNA3 vaccinated controls). A booster 
effect was evident ten days after the second DNA injection 
(p<0.05 in comparison to the same group after the first dose, 
p<0.005 compared to pcDNA-vaccinated mice). The 
immune response induced by DNA vaccination with pHsp60 
was specific; pHsp60 did not induce antibodies to the 
non-related recombinant protein Glutathion S-Transferase 
(GST), as shown in FIG. 1B. These results demonstrate that 
the pHsp60 construct, but not the empty pcDNA3 vector, 
can induce in BALB/c mice Significant amounts of Specific 
antibodies after one vaccination, and increasing titers after 
boosting. 
0.071) DNA Injection Inhibits the Development of NOD 
Diabetes 

0072 To test whether immunization with pHsp60 might 
modulate the development of spontaneous diabetes in NOD 
mice, the present inventors vaccinated groups of eight-week 
old female NOD mice, three times at weekly intervals, and 
followed their glucose levels. FIG. 2 shows the cumulative 
incidence of diabetes. Female NOD mice were allocated to 
groups of 17-18 mice each, and were immunized with PBS, 
pcDNA3 or pHsp60. A control group was left untreated. The 
pcDNA3 and Hsp60 vaccinated groups developed a signifi 
cantly lower incidence of diabetes (a single asterik denotes 
P<0.001 compared to PBS treated mice, double asterisk 
denotes P-0.002 compared to PBS treated mice). 
0073. It can be seen that both untreated animals and those 
treated with PBS developed the expected incidence of 
diabetes for NOD females; around 90% of them were sick by 
the age of six months. Those vaccinated with pHsp60, and 
Surprisingly, also those vaccinated with the empty pcDNA3 
construct showed a significant reduction in the incidence of 
diabetes. Only about 41% of those treated with pHsp60 
(p<0.002) and 38% of those treated with pcDNA3 (p<0.001) 
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were diabetic at the age of six months. Thus DNA vaccina 
tion modulates the onset of diabetes by a mechanism that is 
not associated with the presence of the hsp60 gene in the 
administered vector. 

0.074 At the end of the observation period, when the mice 
were six months old, the pancreata where obtained for 
histological examination. FIG. 3 shows that 40-50% of the 
islets obtained from the non-treated or PBS treated mice 
were heavily infiltrated, and only 5-10% of the islets were 
free from insulitis. In contrast, 50-70% of the islets obtained 
from DNA-treated mice were free from insulitis: p-0.001 
both for the pcDNA3 injected mice and for the pHsp60 
group, compared to non-treated mice or to those treated with 
PBS. The differences between the groups treated with 
pHsp60 and pcDNA3 were not significant. 

0075 Eight-week-old NOD females were injected with 
PBS, pcDNA3 or pHsp60 as described in the legend to FIG. 
2, or left untreated and their pancreata were removed at the 
age of six months. The degree of insulitis was determined by 
Scoring at least 20 islets in each pancreas. The islets are 
depicted as clear (open bars), peri-insulitis or an intra-islet 
infiltrate occupying less than 25% of the islet (light gray 
bars), an intra-islet infiltrate occupying 25-50% of the islet 
(dark gray bars), and an intra-islet infiltrate occupying more 
than 50% of the islet (black bars). The single asterisk 
denotes P-0.001 compared to PBS treated mice. 
0076) Therefore, DNA vaccination, either with a vector 
encoding human Hsp60 (pHsp60) or with an empty vector 
(pcDNA3), diminished the incidence of spontaneous diabe 
tes in NOD females. This effect was accompanied by a 
Significant increase in the number of pancreatic islets 
remaining free of insulitis. 

0077. Inhibition of T cell Proliferation to Hsp60 and to 
p277(Val-Val") in DNA-Vaccinated Mice 
0078. The process leading to the onset of diabetes in 
NOD mice can be arrested by administration of peptide 
p277, derived from the Hsp60 protein (Elias et al., 1991). 
Successful treatment of NOD mice with peptide p277 or its 
analog p277(Val-Val') is associated with the induction of 
Specific antibodies to p277, along with a decrease in the 
proliferation of T cells to Hsp60 and to p277 (Elias et al, 
1997). The present inventors therefore assayed the spleno 
cytes isolated from the DNA-vaccinated, or PBS-treated 
NOD mice to check their proliferative responses to 
p277(Val-Val') and Hsp60. Groups of five 8-week-old 
female NOD mice received three weekly injections of PBS, 
pcDNA3 or pHsp60. Four weeks later, their spleens were 
removed and the T-cell proliferative responses were assayed 
after 72 hours of stimulation with 10 ug/ml of human Hsp60 
(FIG. 4A) or 1 tug/ml of p277(Val-Val") (FIG. 4B). The 
results are expressed as the stimulation index (SI)+SD in 
comparison to paired Samples incubated with media alone. 
(a single asterisk denotes P-0.01 compared to PBS treated 
mice, a plus sign denotes P-0.05 compared to PBS treated 
mice). 
0079. As shown in FIGS. 4A and 4B, PBS-treated NOD 
mice manifested spontaneous reactivities to Hsp60 (FIG. 
4A) and to p277(Val-Val') (FIG. 4B). In contrast, sple 
nocytes from the mice vaccinated with pcDNA3 or pHsp60 
showed diminished reactivities to p277(Val-Val") (p<0.05) 
and to Hsp60 (p<0.01). However, the T cells from both the 
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treated and the non-treated mice showed similar reactivities 
to Con A (not shown), thus indicating that there was no 
general inhibition of T cell reactivity induced by DNA 
vaccination. These results Suggested that treatment with 
plasmid DNA down-regulated the Spontaneous proliferative 
response directed to Hsp60 and p277(Val-Val') character 
istic of the diabetogenic process in NOD mice. 

0080 Induction of Antibodies to p277(Val-Val') and to 
Hsp60 by DNA Vaccination 
0081. The decrease in T-cell proliferation to Hsp60 and 

its peptide p277 or its analog p277(Val-Val') observed in 
NOD mice protected from diabetes by treatment with p277 
or its analog is associated with the induction of antibodies 
directed to p277 (Elias et al., 1997). To see if the protective 
effect of DNA vaccination might be associated with the 
appearance of antibodies to Hsp60 and to p277(Val-Val'), 
the present inventors analyzed antibody responses in DNA 
vaccinated animals 14 days after the last DNA injection, at 
the age of 14 weeks. Groups of 18 NOD mice were treated 
with PBS, pcDNA3, pHsp60, or CpG or Gpc oligonucle 
otides, while one group was left untreated. Two weeks after 
treatment, individual Sera were tested at a 1:100 dilution for 
the presence of specific antibodies. FIG. 5A shows serum 
antibodies to Hsp60 and to p277(Val-Val'), and FIG. 5B 
shows serum antibodies to GAD, insulin and GST. Data 
represent the meaniSD for each group (the asterisk denotes 
P-0.001 compared to PBS treated mice). 
0082 FIG. 5A shows that antibodies to p277(Val-Val') 
Were not detected in the sera of untreated or PBS-injected 
animals. The absence of antibodies to p277(Val-Val') and 
to Hsp60 is expected in NOD mice of this age (Krause et al., 
1999). Antibodies to p277(Val-Val') in BALB/c mice 
immunized with pHsp60 were not detected, where the 
appearance of anti-Hsp60 antibodies was demonstrated 
(FIG. 7 and data not shown). However, NOD mice vacci 
nated with pHsp60 or with pcDNA3 manifested significant 
levels of antibodies to p277(Val-Val') (p<0.001). Thus, 
inhibition of diabetes in NOD mice by DNA vaccination 
with either pcDNA3 or pHsp60 is associated with the 
induction of antibodies to Hsp60 and to the peptide 
p277(Val-Val'), even though the pcDNA3 construct does 
not contain genetic material encoding Hsp60. 

0083 CpG Injection Induces Antibodies to Hsp60 and to 
Peptide p277(Val-Val') 
0084. Bacterial DNA contains immunostimulatory 
Sequences that are recognized by the immune System as 
danger Signals, and trigger a Series of responses in cells of 
both the innate and adaptive immune System (Lipford et al., 
1998; Krieg et al., 19989; Krieg, 1999). The pcDNA3 vector 
contains the immunostimulatory CpG sequence in its ampi 
cilin resistance gene (Boccaccio et al., 1999). The present 
inventors tested whether a DNA oligonucleotide with two 
CpG sequences could induce the production of Specific 
antibodies to Hsp60 and to p277(Val-Val') that followed 
vaccination with pcDNA3. As a control the oligonucleotide 
GpC was used, in which the CpG motifs were inverted. 
0085 Eight-week old NOD mice were treated with the 
oligonucleotides CpG or Gpc, and antibodies to Hsp60, 
p277(Val-Val'), GAD, insulin and GST were assayed by 
ELISA at the age of 14 weeks. As shown in FIG. 5A, 
treatment with the CpG oligonucleotide induced significant 
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levels of antibodies to Hsp60 and to p277(Val-Val') 
(p<0.002). Moreover, the titer of antibodies induced by CpG 
was also significant when compared to the levels found in 
GpC treated mice (p<0.02). Since the GpC oligonucleotide 
failed to induce specific antibodies to Hsp60 or to 
p277(Val-Val'), the induction of these specific antibodies 
by the pcDNA3 vector may be linked to the presence of the 
CpG motif. Thus, stimulation of the NOD immune system 
with an immunostimulatory Sequence alone can trigger the 
production of specific autoantibodies to Hsp60 and its 
peptide analog p277(Val-Val'). 
0.086. It was conceivable that the appearance of antibod 
ies to p277(Val-Val') and to the Hsp60 antigen reflected a 
polyclonal activation of IgG-Secreting clones. Therefore, the 
Sera were assayed from the different groups of mice for 
antibodies to insulin, GAD and the bacterial recombinant 
protein GST FIG. 5B shows that the levels of antibodies to 
insulin, GAD or GST were essentially the same among the 
groups. Thus, administration of the pHsp60, the pcDNA3 
vector, or of the CpG oligonucleotide induced specific 
antibodies to Hsp60 and to p277(Val-Val'). This indicates 
that the induction of specific antibodies to Hsp60 and to 
p277(Val-Val") was not the result of polyclonal activation. 
0087 CpG Injection Inhibits NOD Diabetes 
0088 To test whether administration of the CpG oligo 
nucleotide can, like the pcDNA3 vector, modulate the devel 
opment of Spontaneous diabetes in NOD mice, groups of 
eight-week old female NOD mice were vaccinated three 
times at weekly intervals, and followed their glucose levels. 
FIG. 6 shows the cumulative incidence of diabetes. Female 
NOD mice were allocated to groups of 15-18 mice each, and 
were immunized with PBS, CpG or Gpc. A control group 
was left untreated. The CpG vaccinated group developed a 
Significantly lower incidence of diabetes (the asterisk 
denotes P-0.015 compared to GpC treated mice). 
0089. It can be seen that both untreated animals and those 
treated with PBS developed the expected incidence of 
diabetes for NOD females; around 85% of them were sick by 
the age of six months. Furthermore, the incidence of diabe 
tes was not affected in the group of mice vaccinated with the 
control oligonucleotide GpC. However, the mice vaccinated 
with CpG showed a significant reduction in the incidence of 
diabetes. Only about 40% of those treated with CpG 
(p<0.015) were diabetic at the age of six months. 
0090 Therefore, the protective effect observed after 
immunization with pcDNA3 could be reproduced with a 
DNA oligonucleotide containing CpG motifs. The mecha 
nism involved is Sequence Specific, Since the control oligo 
nucleotide GpC did not have a Significant effect on the 
incidence of the disease. 

0091 Antibody Isotypes 
0092. The isotype of specific serum antibodies charac 
terizes the phenotype of the immune response to an antigen; 
the antibody isotype reflects the in Vivo integration of the 
complex network of cytokines that regulates the immune 
response. Antibodies of the IgG1 and IgG2b isotypes evi 
dence a Specific Th2 response, because they are dependent 
on IL-4 and TGF-C, respectively (McIntyre et al., 1993; 
Snapper et al., 1993). In contrast, antibodies of the IgG2a 
isotype are IFN-Y dependent, and they reveal the existence 
of a Th1 response (McIntyre et al., 1993; Snapper et al., 
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1993). Therefore, the isotypes of the antibodies to 
p277(Val-Val') and to Hsp60, detected in DNA-vaccinated 
mice 14 days after the last injection, were Studied. The 
isotypes of serum antibodies to Hsp60 (FIG. 7A), or 
p277(Val-Val") (FIG.7B) from NOD (blackbars, n=18) or 
BALB/c (white bars, n=5) mice treated with pcDNA3, 
pHsp60 or the CpG oligonucleotide were determined two 
weeks after the last vaccination. The isotypes of the anti 
bodies were tested at a 1:100 dilution of individual Sera. 
Data are shown as the meaniSD for each group (the asterisk 
denotes P-0.01 compared to IgG2a levels in the same 
group). 
0093 FIGS. 7A and 7B show that the antibodies induced 
to Hsp60 and to p277(Val-Val") were predominantly of the 
IgG2b isotype (p<0.01 in comparison to IgG2a levels). 
There was also a slight increase in the levels of IgG1 
antibodies to Hsp60 and p277(Val-Val"), but this induction 
was significant in comparison to the amount of the IgG2a 
Specific antibodies only in the group treated with the CpG 
oligonucleotide. Furthermore, there were no differences in 
the isotypes of the antibodies between the pHsp60, pcDNA3 
and CpG treated NOD mice. Thus, the inhibition of diabetes 
induced by the DNA plasmids or by the CpG oligonucle 
otide in both cases was accompanied by the induction of 
antibodies to Hsp60 and p277(Val-Val') of the IgG2b 
isotype, characteristic of a Th2-type response. 
0094) Interestingly, there was a marked difference in the 
antibodies induced in the BALB/c compared to the NOD 
mice. The BALB/c mice made antibodies to Hsp60 when 
they were vaccinated with pHsp60 but not following immu 
nization with pcDNA3 (FIG. 1A). Moreover, the antibodies 
induced were mainly of the IgG1 subclass, and the BALB/c 
mice did not make antibodies to p277(Val-Val'). These 
results indicate Strain-specific differences in the cytokine 
networks that regulate antibody Secretion to the Self antigen 
Hsp60. 

(0095) Induction of IL-10 and IFN, Secretion by the CpG 
Oligonucleotide 

0096. To gain some insight into the cytokine effects of 
CpG, the amounts of IL-10, a Th2 cytokine, and IFN, a Th1 
cytokine, secreted by NOD spleen cells after CpG oligo 
nucleotide Stimulation in vitro, were assayed. Since different 
cytokines are Secreted in different physiological amounts, 
included control groups of Spleen cells incubated with 
ConA, a prototypic T-cell mitogen, were included. NOD 
Spleen cells were incubated in triplicates with increasing 
concentrations of the CpG or Gpc oligonucleotides for 48 
hours, and their Supernatants were tested for the amounts of 
IFN, of IL-10 cytokine released. Control spleen cells were 
incubated with Con A, 1.25 ug/ml, to obtain a relative 
response magnitude. FIG. 8A shows IL-10 production, and 
FIG. 8B shows IFN, production. The data are shown as the 
mean tSD of triplicates. Three independent experiments 
produced Similar results. 
0097 As shown in FIGS. 8A and 8B, the CpG oligo 
nucleotide induced both IL-10 and IFN, production in NOD 
Spleen cells in a dose-dependent manner. However, when 
compared to the amount of cytokine released in response to 
Con Astimulation, the effect of CpG treatment seemed to be 
relatively more effective in stimulating IL-10 than in stimu 
lating IFN. CpG-triggered a maximal release of IFN, of 7 
ng/ml, about one-fourth of the IFN, released by Con A. In 
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contrast, CpG induced the release of 1.5 ng/ml of IL-10, 
almost 10 times higher than the amount induced by Con A 
Stimulation. 

0.098 CpG Activates Spleen Cells. In Vitro 
0099. In order to study the regulatory mechanisms 
involved in control of spontaneous NOD diabetes by CpG 
treatment, we used oligonucleotides containing one or two 
CpG motifs. The oligos were respectively called DP (double 
positive) or SP (single positive). AS controls we used oligos 
where the CpG motifs were inverted and therefore rendered 
inactive. These control oligos were called DN (double 
negative) and SN (single negative). To check the in vitro 
effects of CpG motifs on Spleen cells, Splenocytes were 
prepared from normoglycemic 3-month old NOD females 
and incubated for 72 hrs in 96-well plates with different 
concentrations of control, or CpG-containing oligonucle 
otides. During the last 16 hrs., labelled thymidine was added 
to the culture medium, and at the end of the incubation 
period, the cells were harvested and the proliferation in 
response to the different Stimuli was quantified. It was found 
that oligonucleotides containing CpG motifs (DP and SP) 
induce a dose-dependent proliferation. Moreover, the oligo 
that contains two CpG motifs (DP) induces stronger prolif 
erations than the oligo containing a single CpG motif (SN). 
Control oligonucleotides were the CpG motif has been 
removed by inversion (DN and SN) had no significant effect. 
CpG induced responses are as Strong as those induced with 
LPS. Irradiation of the splenocytes with 3000 Rads (the 
standard procedure for their use as APCs in the stimulation 
of T-cell lines in culture) abrogated CpG-induced prolifera 
tion. 

0100. The same experiment was performed with spleens 
taken from NOD females at different ages. No differences 
were detected in the proliferative responses induced in 
response to CpG stimulation, either SP or DP. Furthermore, 
no significant differences were seen when NOD spleens 
were compared to C57BL/6 or BALB/c spleens taken from 
age and Sex-matched animals. Therefore, it was confirmed 
that CpG induces proliferation of Spleen cells, and this 
proliferation is inhibited by gamma irradiation. 
0101 CpG Upregulates Hsp60 Expression 
0102 Western blot experiments were performed to check 
if CpG Stimulation upregulates the expression of Hsp60 on 
splenocytes. NOD spleen cells were isolated from nor 
moglycemic females and stimulated in vitro for 48 hrs. with 
different concentrations of the DP oligo. Stimulated spleno 
cytes were then lysed on ice for 5 minutes, and after 10 
minutes of centrifugation at 14000 rpm, the Supernatants 
(representing the cytoplasmic fraction) were analysed by 
Western blot using anti Hsp60 specific polyclonal antibod 
ies. Incubation with CpG induced the expression of Hsp60 
in a dose dependent manner. Therefore, the effect of CpG in 
inhibiting diabetes could involve the up-regulation of Hsp60 
by CpG. 
0103) CpG Induces Secretion of Hsp60 
0104. The release of Hsp60 to tissue culture medium after 
stimulation of splenocytes by CpG was studied. NOD sple 
nocytes were stimulated in vitro with CpG-positive (DP and 
SP) or control (DN and SN) oligos for 48 hrs. A capture Elisa 
method was used to quantify Hsp60 present in tissue culture 
Supernatants at the end of the Stimulation period. Hsp60 can, 
indeed, be detected in a dose-dependent manner in Super 
natants of Splenocytes activated with CPG as presented in 
FIG. 9). Spleen cells activated with Con A or LPS do not 
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release Hsp60, Suggesting that release of Hsp60 is a specific 
feature of the CpG/TLR-9 pathway, not shared with other 
pathways leading to Tor B cell activation, even when they 
also signal through pattern recognition receptors (LPS/TLR 
4). 
0105 CpG Activates Hsp60-specific T-Cell Lines 
0106 CpG-containing oligonucleotides upregulated 
Hsp60 expression, and release into extracellular medium; 
the effect of CpG on Hsp60-specific T-cell lines in the 
presence of irradiated APCs was tested. NOD T-cell lines 
raised against two immunodominant epitopes of mammalian 
Hsp60, p.12 and p277, and an NOD T-cell line specific to 
OVA as a control were used. Table 1 show that CpG 
containing oligos induced T-cell proliferation. Furthermore, 
the number of CpG sequences present in the oligo also 
influenced the strength of the proliferation, since DP oligos 
induced stronger proliferations than did the SP oligos. No 
Significant proliferation was observed in response to the 
control oligos DN and SN. The OVA-specific T-cell line did 
not proliferate in response to the CpG positive oligos, but all 
the lines proliferated in response to their appropriate antigen. 
LPS did not induce a Significant proliferation in the presence 
of APCs, indicating that the T-cell line is not contaminated 
with non-T cells. These CpG-induced responses were inhib 
ited by anti-MHC-class II antibodies, indicating that CpG 
induced proliferation involves presentation of Hsp60 
epitopes in the MHC-class II molecule. Therefore, it can be 
concluded that CpG up-regulates Hsp60 and induces the 
presentation of the Hsp60 epitopes p277 and p12, that can be 
presented to specific T-cells and can Stimulate them to 
proliferate. 

TABLE 1. 

CpG stimulates mammalian Hsp60-specific T-cell lines. 

T-cell proliferation (SI 

Clones DN DP SN SP Antigen 

Anti-p12 3 - 0.5 19 2.6 2.5 + 0.4 9.5 + 1.2 41 + 1.9 
Anti-p277 1.5 + 0.1 18 1.9 1.4 - 0.2 12+ 1.5 83 - 6.1 
(Val-Val11) 
Anti-OVA 2.2 + 0.3 2.1 - 0.2 2.3 - 0.5 3.1 - 0.4 30 - 3.6 

01.07 NOD T cell lines specific to p277(Val-Val'), p12 
or OVA were stimulated in vitro with CpG positive or 
control oligos (10 ug/ml), or with their corresponding anti 
gens (10 ug/ml). Proliferation was measured after 72 hrs. 
and is expressed as stimulation index (SI). 
0108 CpG Shifts the Cytokines of Activated T-Cells to 
an Anti-Inflammatory Profile 

0109 The production of cytokines in response to stimu 
lation with CpG-containing oligonucleotides was Studied. 
As shown in Table 2, in vitro stimulation with oligos 
containing one or two CpG motifs induced the release of 
IL-10 and IFN. IL-2 or IL-4 in the supernatants of CpG 
stimulated T-cell lines was not detected. When compared to 
the amount of cytokine released in response to peptide 
Specific Stimulation, CpG induced Secretion of higher 
amounts of IL-10 and lower amounts of IFN. The relative 
increase in IL-10 Secretion might explain the protective 
effect of CpG on NOD diabetes, because IL-10 is known to 
have Suppressor effects on the immune response (Akidis and 
Blaser, 2001). 
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TABLE 2 
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QpG-mediated T-cell activation leads to IL-10 and IFNY Secretion. 

Cvtokine release ?ml 

Medium Con A LPS Antigen DP DN SP SN 

IL-10 O - 6 1200 - 45 ND 720 32 2300 - 134 365 - 27 2800 - 235 340 - 10 
IFNY ND 70 8 11 - 3 114 - 12 43 6 193 37 - 4 21 4 

0110 P12-specific T-cells were activated in the presence 
of APCs for 72 hrs. with LPS (10 ug/ml), Con A (1.25 
Aug/ml), CpG positive and control oligonucleotides (10 
Aug/ml) or p12 (10 ug/ml). The Supernatants were collected 
and Secreted cytokines were measured by capture ELISA. 
The results are expressed as pg/ml of cytokine Secreted. ND, 
not detected. 

0111 CpG Down-Regulates APC Function. In Vivo 
0112 Experiments were performed to test whether CpG 
treatment influences APC function in vivo. It was recently 
reported that LPS down-regulates APC function in NOD 
mice (Tian et al., 2001). Three-month old females were 
injected once with 100 ug/mouse of an oligonucleotide 
containing two CpG, or a control oligonucleotide containing 
two inactive GpC motifs. Splenocytes were prepared from 
oligonucleotide- or PBS-treated animals, and then irradiated 
with 3000 Rads in order to use them as APCs. The APCs 
were coincubated with the NODT-cell line specific for the 
p12 peptide of Hsp60, and then the line (in the presence of 
the different APCs) was stimulated either with the p12 
peptide, or with the CpG or control oligonucleotides. T-cells 
activated in the presence of 10 ug/ml of p12 and APCs 
prepared from CpG treated mice showed significantly lower 
SI (150+13) than those activated in the presence of APCs 
isolated from PBS or GpC treated mice (298+24 and 
275+18, respectively). Therefore, APCs prepared from 
CpG-treated mice are less efficient than those taken from 
GpC or PBS treated mice. There were no significance 
differences in the proliferative responses induced by CpG 
containing oligonucleotides. 

0113. In order to better understand the mechanisms 
underlying this apparent down-regulation of APC function, 
We Studied the cytokines released in response to Stimulation 
with p12 or CpG-containing oligonucleotides in the pres 
ence of the different APC preparations. 

TABLE 3 

APCs isolated form CpG-treated mice induce the release of 
higher levels of IL-10 and IL-5 in response to peptide Stimulation. 

Cytokine secreted (pg/ml 

Cytokine PBS-APC + p12 GpC-APC + p12 CpG-APC + p12 

IL-4 ND 18 - 4 65 - 13 
IL-5 43OO 326 4253 - 183 4156 + 68 
IL-10 ND 35 - 5 83 - 12 
IFNY 7225 658 7.465 425 7736 - 397 

0114 APCs were isolated from animals treated with 
oligos containing or not CpG motifs and used to Stimulate a 
p12 specific T-cell line. After 72 hrs. of stimulation, tissue 

culture Supernatants were collected and released cytokines 
were quantified using a capture Elisa. 

0115 Table 3 shows that there were no differences in the 
levels of IFN, or IL-5, although there was a dose-dependent 
release of IL-10, a well known SuppreSSor cytokine, and 
IL-4 when the p12 line was incubated with APCs taken from 
CpG treated mice. Therefore, CpG treatment affected APC 
function, leading to the generation of APCs with diminished 
Stimulatory properties. This effect Seems to be mainly medi 
ated mainly by the Secretion of IL-10, a Suppressor cytokine, 
and also by IL-5 and IL-4. 

0116 CpG Down-Regulates Spontaneous NOD Autoim 
munity 

0117. In view of the effects of CpG in vitro, experiments 
were designed to reveal the in vivo effects of CpG on the 
specific autoimmunity of NOD mice related to diabetes. An 
oligo containing two CpG motifs was injected once (100 
ug/mouse) to 2 month old NOD females. Splenocytes were 
prepared 1 month after treatment with the CpG or the control 
oligo, and the Spontaneous proliferative responses to Self 
antigens associated with diabetes were studied (GAD, 
Hsp60 and insulin), and to CpG containing oligos. Table 4 
shows that mice treated with the CpG-containing oligo 
showed decreased proliferations to Hsp60, GAD and Insu 
lin, although no difference was seen in the proliferative 
response to the oligos themselves (Table 4), or to Con A, p', 
p277(Val-Val'), p34 and p35 (data not shown). Thus, CpG 
treatment downregulated the Spontaneous Self-reactivity 
directed to Specific diabetes-associated antigens in NOD 

CC. 

TABLE 4 

CpG treatment downregulates NOD Spontaneous Self-reactivity 

T-cell proliferation (CPM 

In vitro stimulus PBS GpC CpG 

Hsp60 (25 ug/ml) 9053 - 567 8967 697 6001 - 364 
Insulin (25 ug/ml) 6397 - 367 6354 - 654 2860 - 564 
GAD (5 ug/ml) 25684 - 249 23687 32OO 16588 - 2799 
DP (10 ug/ml) 35687. 4895 36479 - 2156 34468 3468 
DN (10 ug/ml) 5640 235 68OO 563 5870 - 157 
SP (10 ug/ml) 2.7868 1254 28473 2458 26498 3284 
SN (10 ug/ml) 10546 - 2346 87O3 564 9218 1166 

0118 NOD splenocytes were isolated 1 month after treat 
ment with CpG, GpC containing oligos or PBS and their 
proliferative responses to Self antigens and oligonucleotides 
were followed in vitro. The results are presented as mean 
cpm+SD. 
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0119) CpG Shifts the Cytokine Profile of Spontaneous 
Autoimmunity 

0120) The phenotype of the immune responses to diabe 
tes-associated Self-antigens and CpG was Studied. Spleno 
cytes were isolated from oligonucleotide or PBS-treated 
mice, and cytokine release in response to in Vitro Stimulation 
was measured by capture-ELISA. Table 5 shows that CpG 
treated mice shifted their autoimmune response towards a 
Th2 phenotype, with increased secretion of IL-10 and a 
decrease of IFN Secreted in response to restimulation with 
diabetes-associated antigens. A Significant release of cytok 
ines in response to incubation with the control peptide p35 
was not detected. Thus, treatment with CpG shifts the 
spontaneous autoimmune response of NOD mice from Th1 
to Th2. 

TABLE 5 

CpG treatment shifts spontaneous Th1 
self-reactivity to a Th2 phenotype 

Cytokine secreted 

In vitro IL-10 pg/ml IFNY pg/ml 

stimulus CpG GpC CpG GpC 

Hsp60 721 56 115 - 19 78 6 658 - 46 
(25 ug/ml) 
Hsp60, p277 256 35 ND ND 1745 - 236 
(Val-Val') 
(25 ug/ml) 
Hsp60/p12 864 - 124 ND ND 420 - 45 
(25 ug/ml) 
GAD 2498 364 1496 - 112 1678 - 214 3968 - 387 

(25 ug/ml) 
GAD/p34 654 - 94 ND ND 384 26 
(25 ug/ml) 
GAD/p35 ND ND ND ND 
(25 ug/ml) 
Insulin 378 - 36 ND ND 1647-54 

(25 ug/ml) 

0121 NOD splenocytes were isolated 1 month after 
treatment with CpG, GpC containing oligos or PBS to 
follow cytokine release in response to in Vitro Stimulation 
with different Self-antigens. The results are presented as 
mean pg/ml of Secreted cytokine. 

0122) CpG Vaccination for IDDM Patients 

0123 CpG vaccination for IDDM patients according to 
the present invention is tested in Several Studies. The target 
population for these Studies is newly-diagnosed and estab 
lished IDDM Patients. In these patients, CpG vaccine is 
expected to modulate the destructive pro-inflammatory 
autoimmune attack on the remaining reserve of beta-cells, 
allowing their Survival and continued function. The main 
tenance of beta-cell function should result in improved 
metabolic control, reduced insulin requirement and reduced 
rate of hypoglycemic attacks. Improved metabolic control 
has been shown to reduce and postpone major Diabetes 
related health complications during the later Stage of the 
disease. 
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0124 Phase I-Safety study in Established IDDM; 
Double-blind, Randomized, Placebo-controlled: 3 doses of 
CpG vaccine, 2 administrations, Dosing Schedule: 0, 6 
months--7 weeks follow-up. 
0.125 Phase II-Safety & Efficacy study-Established 
IDDM, Double-blind, Randomized, Placebo-controlled: 3 
doses of CpG vaccine, 4 administrations, Dosing Schedule: 
0, 1, 6 & 12 months--6 months follow-up. Patients with 
Basal C-peptide level equal or greater than 0.1 pmol/ml are 
included in this study. Tested endpoints: Stimulated C-pep 
tide, insulin dose, HbA1C, immunological response to CpG 
vaccine (Th2 shift). 
0.126 Phase II-Efficacy & Safety-Newly diagnosed 
IDDM adults; Double-blind, Randomized, Placebo-con 
trolled: 1-3 doses of CpG vaccine, 4 administrations, Dosing 
schedule: 0, 1, 6 & 12 months--6 months follow-up. Patients 
with basal C-peptide level equal or greater than 0.1 pmol/ml 
are included in this study. Tested endpoints: Stimulated 
C-peptide, insulin dose, HbA1C, immunological response to 
CpG vaccine (Th2 shift). 
0127 Phase II-Efficacy & Safety-Newly diagnosed 
IDDM children; Double-blind, Randomized, Placebo-con 
trolled: 1-3 doses of CpG vaccine, 4 administrations. Dosing 
schedule: 0, 1, 6 & 12 months--6 months follow-up. Patients 
with basal C-peptide level equal or greater than 0.1 pmol/ml 
are included in this study. Tested endpoints: Stimulated 
C-peptide, insulin dose, HbA1C, immunological response to 
CpG vaccine (Th2 shift). 
0128. All these clinical studies are based on the working 
hypothesis that CpG vaccine acts as a vaccine, requiring a 
limited number of administrations which were timed accord 
ing to the conventional Schedule for vaccines. CpG vaccine 
may be also administered as a therapeutic vaccine for 
chronic treatment and that in order to maintain the disease 
specific Th1 to Th2 shift a more intensive dosing schedule 
is required. 

0129. The DNA vaccines for treatment of IDDM patients 
may further comprises DNA sequences encoding a polypep 
tide selected from the group consisting of Hsp60, p277, 
p277(Val-Val") and p12. Additional vaccines and treat 
ment regimens may further comprises administration of a 
peptide or polypeptide molecule Selected from the group 
consisting of Hsp60, p277, p277(Val-Val') and p12. The 
peptide or polypeptide molecule may be administered 
together with the DNA vaccine or independent or Separate 
from the DNA vaccine. 

0.130. The foregoing description of the specific embodi 
ments So fully reveals the general nature of the invention that 
others can, by applying current knowledge, readily modify 
and/or adapt for various applications Such specific embodi 
ments without undue experimentation and without departing 
from the generic concept, and, therefore, Such adaptations 
and modifications should and are intended to be compre 
hended within the meaning and range of equivalents of the 
disclosed embodiments. It is to be understood that the 
phraseology or terminology employed herein is for the 
purpose of description and not of limitation. The means, 
materials, and Steps for carrying out various disclosed func 
tions may take a variety of alternative forms without depart 
ing from the invention. Thus the expressions “means to . . . 
and “means for ... ', or any method step language, as may 
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be found in the Specification above and/or in the claims 
below, followed by a functional Statement, are intended to 
define and cover whatever Structural, physical, chemical or 
electrical element or Structure, or whatever method step, 
which may now or in the future exist which carries out the 
recited function, whether or not precisely equivalent to the 
embodiment or embodiments disclosed in the Specification 
above, i.e., other means or StepS for carrying out the same 
functions can be used; and it is intended that Such expres 
Sions be given their broadest interpretation. 
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SEQUENCE LISTING 

<160> NUMBER OF SEQ ID NOS : 5 

<21 Oc 
<211 
<212> 
<213> 
<220 
<223> 

SEQ ID NO 1 
LENGTH 54.46 
TYPE DNA 

ORGANISM: artificial sequence 
FEATURE 

12 
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0173 

OTHER INFORMATION: pcDNA3 vector nucleotide sequence 

<400 SEQUENCE: 1 

gacggat.cgg gagat citcc c gatcc cctat ggtogactict cagtacaatc to citctgatg 60 

cc.gcatagitt aagcc agitat citgctcc citg cittgttgttgtt ggaggit cqct gagtag to cq 120 

cgagcaaaat ttaa.gctaca acaaggcaag gCttgaccga caattgcatg aagaatctgc 18O 

ttagggittag gC gttittgcg citgctitcgcg atgtacgggc cagatatacg cqttgacatt 240 

gattattgac tagtt attaa tagtaatcaa ttacgggg to attagttcat agcc catata 3OO 

tggagttcc g cqttacataa cittacggtaa atgg ccc.gcc togctgaccg cc caac gacc 360 

ccc.gc.ccatt gacgtcaata atgacgtatgttcc catagt aacgc.calata ggg actitt.cc 420 

attgacgtoa atgggtggac tatttacggit aaactg.ccca cittggcagta catcaagtgt 480 

atcatatgcc aagtacgc.cc cc tattgacg to aatgacgg taaatggccc goctogcatt 540 

atgcc cagta catgaccitta toggactitt.c ct acttggca gtacat citac gitattagtica 600 

togct attac catggtgat g c gottttggc agtacatcaa toggcgtgga tag.cggtttg 660 

acticacgggg attitccalagt citccaccc.ca ttgacgtcaa toggagtttgttittgg cacc 720 

aaaatcaac g g g actitt.cca aaatgtcgta acaactcc.gc cc cattgacg caaatggg.cg 78O 

gtagg.cgtgt acggtgg gag gttctatataa gCagagctdt citggctaact agagaaccoa 840 

citgct tact g g cittatc gala attaatacga ct cactatag ggaga.cccala gCttggtacc 9 OO 

gag citcggat coactagtaa cqgcc.gc.cag totgctggala ttctgcagat atccatcaca 96.O 

citggcggcc.g. citcgagcatg catctagagg gcc.ctattot at agtgtcac ctaaatgcta 1020 

gag citcgct g atcagoctog actdtgc citt citagttgcca gC catctgtt gtttgc.ccct 1080 

ccc.ccgtgcc titccttgacc ctggaaggtg cc actoccac totcctittcc taataaaatg 1140 
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-continued 

<400 SEQUENCE: 2 

to catalacgt tdcaaacgtt citg 

SEQ ID NO 3 
LENGTH 23 
TYPE DNA 

ORGANISM: artificial sequence 
FEATURE: 

OTHER INFORMATION: Oligonucleotide GpC 

<400 SEQUENCE: 3 

to cataagct tcaaagctt citg 

SEQ ID NO 4 
LENGTH 24 
TYPE PRT 

ORGANISM: artificial sequence 
FEATURE: 

OTHER INFORMATION: Hsp60 peptide analog p277 

<400 SEQUENCE: 4 

23 

23 

Val Lieu Gly Gly Gly Val Ala Lieu Lieu Arg Val Ile Pro Ala Lieu. Asp 
1 5 10 

Ser Lieu. Thr Pro Ala Asn. Glu Asp 
2O 

SEQ ID NO 5 
LENGTH 2.0 
TYPE PRT 

ORGANISM: artificial sequence 
FEATURE: 

OTHER INFORMATION: Hsp60 peptide analog p12 

<400 SEQUENCE: 5 

15 

Glu Glu Ile Ala Glin Val Ala Thir Ile Ser Ala Asn Gly Asp Lys Asp 
1 5 10 

Ile Gly Asn. Ile 
2O 

What is claimed is: 

1. A method of treatment of an ongoing autoimmune 
disease, comprising Vaccinating a patient having an autoim 
mune disease with an effective amount of a DNA vaccine 
comprising a DNA molecule with a sequence comprising a 
CpG motif. 

2. The method in accordance with claim 1, wherein Said 
autoimmune disease is insulin-dependent diabetes mellitus. 

3. The method in accordance with claim 1, wherein said 
DNA molecule has a Sequence comprising the dinucleotide 
CG flanked at the 5' side by two purines and at the 3' side 
by two pyrimidines. 

4. The method in accordance with claim 3, wherein said 
Sequence comprises AACGTT. 

5. The method in accordance with claim 2, wherein said 
DNA vaccine further comprises DNA sequences encoding a 
peptide or a polypeptide Selected from the group consisting 
of Hsp60, p277, p.277(Val-Val') and p12. 

15 

6. The method in accordance with claim 2, further com 
prising the Step of administering a peptide or a polypeptide 
molecule Selected from the group consisting of Hsp60, p277, 
p277(Val-Val") and p12. 

7. The method of claim 6 wherein the peptide or polypep 
tide is co-administered with the DNA vaccine. 

8. The method of claim 6 wherein the peptide or polypep 
tide is administered separately from the DNA vaccine. 

9. A method for prevention of an autoimmune disease, 
comprising vaccinating an individual in need of Such pre 
vention with an effective amount of a DNA vaccine com 
prising a DNA molecule with a Sequence comprising a CpG 
motif. 

10. The method in accordance with claim 9, wherein said 
autoimmune disease is insulin-dependent diabetes mellitus. 

11. The method in accordance with claim 9, wherein said 
DNA vaccine has a Sequence comprising the dinucleotide 
CG flanked at the 5' side by two purines and at the 3' side 
by two pyrimidines. 
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12. The method in accordance with claim 11, wherein said 
Sequence comprises AACGTT. 

13. The method in accordance with claim 9, wherein said 
DNA vaccine further comprises DNA sequences encoding a 
peptide or a polypeptide Selected from the group consisting 
of Hsp60, p277, p.277(Val-Val') and p12. 

14. The method in accordance with claim 9, further 
comprising the Step of administering a peptide or a polypep 
tide molecule Selected from the group consisting of Hsp60, 
p277, p.277(Val-Val') and p12. 

15. The method of claim 14 wherein the peptide or 
polypeptide is co-administered with the DNA vaccine. 

16. The method of claim 14 wherein the peptide or 
polypeptide is administered Separately from the DNA vac 
CC. 

17. In a method of preparing a vaccine for treatment or 
prevention of an ongoing autoimmune disease the improve 
ment which comprises incorporating in the vaccine a DNA 
molecule comprising a CpG motif. 

18. The method of claim 17 wherein the autoimmune 
disease is insulin-dependent diabetes mellitus. 

19. The method of claim 17, wherein said DNA molecule 
has a Sequence comprising the dinucleotide CG flanked at 
the 5' side by two purines and at the 3' side by two 
pyrimidines. 

20. The method of claim 19, wherein said sequence 
comprises AACGTT. 
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21. The method of claim 17, wherein said DNA vaccine 
further comprises DNA sequences encoding a peptide or a 
polypeptide Selected from the group consisting of Hsp60, 
p277, p.277(Val-Val') and p12. 

22. The method of claim 17, wherein said vaccine further 
comprises a peptide or a polypeptide molecule Selected from 
the group consisting of Hsp60, p277, p277(Val-Val') and 
p12. 

23. A DNA vaccine comprising DNA sequences encoding 
a peptide or polypeptide antigen associated with IDDM. 

24. The DNA vaccine according to claim 24, wherein said 
CpG motif further comprises DNA sequences encoding a 
peptide or a polypeptide Selected from the group consisting 
of Hsp60, p277, p277(Val-Val') and p12. 

25. The DNA vaccine according to claim 23 further 
comprises a CpG motif. 

26. The DNA vaccine according to claim 24, wherein said 
CpG motif has a Sequence comprising the dinucleotide CG 
flanked at the 5' side by two purines and at the 3' side by two 
pyrimidines. 

27. The DNA vaccine according to claim 24, wherein said 
CpG motif comprises AACGTT. 


